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independent neurodegeneration by hAR (Q52 AF-1). Genotypes are UAS-hAR (AF-1), UAS-hAR (Q52 AF-1), UAS-hAR (Q5 AF-1), or UAS-hAR (AF-2) in trans to GMR -GAL4. Transgenic flies were kept on medium containing vehicle or ligands (10 Ϫ5 M DHT or HF). While hAR(AF-1) and hAR(Q52 AF-1) induced degeneration even without ligand treatment, expression of hAR(Q5 AF-1) did not induce detectable degeneration, even after the treatment of ligands. (B) Localization of hAR mutants in the third instar eye imaginal discs. hAR(AF-1) and (Q52 AF-1) predominantly localized to nuclei irrespective of DHT ingestion, but the nuclear localization of hAR(wt) and hAR(Q52) required DHT. Expression of hAR(wt), hAR(Q52), hAR(AF-1), hAR(Q52 AF-1), hAR-NES⌬NLS(Q52 AF-1), and hAR-NES(Q52) in third instar eye imaginal discs driven by GMR -GAL4 were detected using anti-hAR N-20 (left panel), and chromosomal DNA was stained with propidium lodide (PI), transactivation function of hAR mutants assessed using GFP expression (GFP), and merged image are shown in the right panel. (C) Attenuation of hAR(Q52 AF-1)-induced neurodegeneration by unliganded hAR(AF-2). Genotypes are GMR-GAL4;UAS-hAR(Q52 AF-1) in trans to UAS-hAR(AF-2). Without DHT, the expression of hAR(AF-2) suppressed the degeneration induced by hAR(Q52 AF-1). Treatment with DHT (10 Ϫ5 M) abolished this effect. (D) No toxicity of hAR mutants in the cytosol. Genotypes are GMR-GAL4;UAS-hAR NES⌬NLS(Q52 AF-1) or UAS-hAR NES(Q52). Transgenic flies were kept on medium containing vehicle or ligands (DHT 10
. These findings suggest a general ligands that prevent nuclear translocaton of hAR.
Experimental Procedures Trypsin Digestion Assay
Labeled translation mixtures were incubated at 25ЊC with or without 10 Ϫ6 M DHT or HF for 30 min. Limited trypsinization was performed Transactivation Assay COS-1 cells were maintained in Dulbecco's modified Eagle's meby addition of trypsin solutions (5 g/ml or 10 g/ml trypsin) at 32ЊC and stopped with equivalent amounts of 2ϫ SDS sample buffer. dium without phenol red, supplemented with 5% fetal-calf serum stripped with dextran-coated charcoal (Kato et al., 1995) . COS-1 cells were cotransfected with 1 g ARE-tk-luc and 0.1 g AR expres
